Currant methods of isolating and purifying bacterial chromosomal DNA in sufficient quantities for base composition estimation and hybridization are relatively laborious and time consuming (1). As part of our work on the use of restriction endonuclease digest band patterns as a means of fingerprinting bacterial strains for epidemlological purposes, we have developed an easy and rapid procedure for isolating DNA from gram-negative bacteria, Most of the purification steps can be done in Eppendorf tubes enabling DNA to be prepared from at least 8 strains simultaneously (or more depending on the centrifuge capacity).
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Cell pellets were obtained by centrifuging liquid bacterial cultures grown under optimum conditions to just visible opacity (2-3 hr). These were washed with 1xSE (150 mfl NaCl, 100 mM EDTAi pH 8.0).
After centrifugation, the pellet (about 0.1g wet weight) was resuspended in 480 ul SET buffer (150 mM NaCl, 15 mM EDTA, 60 mM Tris-HClj pH 8.3) containing RNase A (50 jjg/ml). Then 25%SDS was added to 1t, and the lysate incubated at 37°C for 15-30 minutes. Proteinase K was added to 50 ug/ml, the mixture was shaken gently and re-incubated at 37°C for 30 minutes. An equal volume of chloroform was added, mixed and the suspension centrifuged for 15 minutes at 12,000 x £. The upper aqueous phase was removed and mixed with a half volume of 7.5 M ammonium acetate, and the DNA precipitated with exactly 0.54 volume isopropanol (2) .
The resulting DNA precipitate was collected by a 1-minute centrifugation at 12,000 x g, washed thoroughly with 70% (v/v) ethanol (at least twice with 2 ml volumes), dried under vacuum, and resuspended in 1xTE (10 mM Tris-HC1, 1 mM EDTAi pH 7.0), or sterile distilled water. The method takes about 4 hr from cell pellet to dried DNA Bample but a further 18-24 hr should be allowed for the DNA to redissolve at high concentration in TE buffer. The DNA is selectively precipitated with an exact amount of isopropanol in the presence of 2.5 M ammonium acetate to facilitate elimination of contaminating macromolecules (RNA/polysaccharides) and residual impurities (heavy metals/detergents). Phenol is not used for deproteinization to avoid any risk of it being carried through in the short purification procedure. DNA isolated from strains of Bacteriodes, Campylobacter, Escherichia and Providencia proved to be high molecular weight (checked by agarose gel electrophoresis) and suitable for thermal denaturatlon, restriction enzyme analysis, and Southern blotting. Yields were usually at least 100 jjg/O. 1g cell pellet. References:
